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(54) Title: LABELING SUBSTANCE AND CHIMERA SUBSTANCE, PROCESS FOR PREPARING THESE SUBSTANCES, 
AND METHOD OF BIOSUBSTANCE TRAPPING, STRUCTURAL ANALYSIS OR/ AND IDENTIFICATION WITH USE OF 
THE LABELING SUBSTANCE 



(57) Abstract: [PROBLEMS] To provide a labeling substance capable of 
reversible immobilization (reversible adsorption/desorption) on a solid-phase 
surface and to identify securely with high precision any target biosubstance 
capable of interaction with a probe substance linked to the labeling substance. 
[MEANS FOR SOLVING PROBLEMS] There is provided labeling substance 
(L) comprising as constituent materials (1) organic compound (S) having 
a chemical structure capable of binding to probe substance (P) capable of 
interaction with biosubstance (B) and (2) peptide linked to the organic compound 
(S) which antibody (A) specifically recognizes. Further, there is provided a 
chimera substance composed at least of a peptide and probe substance (P) other 
than peptides and proteins. Still further, there is provided a process for preparing 
the labeling substance (L), and provided a method of biosubstance trapping, 
structural analysis or/and identification with the use of the labeling substance (L). 
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[oooi] *mmn, &ft®mtmKftm^mti:7v—zf®mzi&&*sm-e%>y, t^-^w- 



[0002] *^W^#:b3jg-<Dt»&#f^T, 



[0003] fjiaaflf-m, ^^@+@^B^(D^^y^— , 9-, *>SV^ 

[0004] mmmmKM-r^vi—^i^n^mm^a^ ^r\f^-\f^r^m^\^& 

<- 



A 

n 



-Mm^tlX\^ 0 TtfvV (avidin) fc\ tf (biotin) £#Mtf}&-3IKM 
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[0005] 



[0006] ^|SW^5^-(D^S^bT, r^h— y.^^^KjSrffiV^+B 

Ef^ffl#HlfSII!fSr#tf5„ 

[0007] ##ffjcmi^«, 2fe©SW^H^$^TV>5 0 £i\ ^fc°h-^-^-< 

[0008] lP^.##fpJcmi^^, ^ls'<?m.-^7°^Y#y\b\^Wm<DW&W-%:f%^ 

#fF^Cmi:#^¥09- 133683^ 
#fF^Cfi^2:#M2002- 153272^ 



wm^m : 

\miM. P166-174 0 



ITTI 
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[0009] T\?i?>'-}?*^i'm*btezmfammm&&&muz-m&'ete, mmmm 



[oon] mM<D^>^m:-^h— 7-?y^^M&fc&m^td®wm 

[0012] *3SMtt, @*Bieffi&-*H-£ rT^^j@^( rT^^j*J!^) ^ Bjf^^/vffi 

[0013] *mmx\^ m—i^ y^mwtm^mnm^^— ^mw^w^mmt 



[0014] 
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[0015] mr.K&, r&ftmWkmKftm^mte^zf^\?x&?:s'<?S!&ft<Dzfv~zrm 



[0016] 



[0017] r^u— ^b-cf* , ^?°?-}?xfe?^<?W£ift<DMW, m^T^/mmm 



[0019] ft**, *^PJ^^5r7 0 n-^Sj^bTtt, {£#^1^.1^^ 

xte^^jm^<»ff^fc;ftte\ Eraser, ii^ffl Brt^-efc^o flifctf, 



[0020] ^mm Kfa%7^^mmmco&M<vmj&m.-eibz> ^mv&®\ , ^«§ik 

[0021] ^r^b^o-^^if §^^>«\ ^*<^— ^si^^^^/^Sr^ri-sjii 
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[0022] 

[0023] 

[0024] 
[0025] 

[0026] 
[0027] 

[0028] 

[0029] 



—m&mf tux. m^^^^iTag) tvxmm^^t^x^h^m 

mX^Z> 0 7^^(FLAG)^^K(T^y^iS^IJ:Asp-Tyr-Lys-Asp 
- Asp - Asp - Asp -Lys) t£l£<Dtt°h— 7° • ?? ? '<7°?-}?&UmirZ>Z.t&X%Z> 0 

m^mn-rz^y^t, frhtt^/vmrnm*. mmmmit^-m^-^^-m 
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[0030] ^<Z)i5^bTf^M^^fc^^/Vffl#lfi4 I ^^^^(Djgil^'i'f^ ; 



[0031] jgs^ *mwx*fe, ZLfcm'Rtm^m ^■mt^n—^mm^w^mmt 
[0032] jy^a*. (a) mmy^/^n^^fitivtm(Dmm-fti--fmnt, m.-f 



[0033] ^mXi-i, _hfE(A)^JHI^oT, r^#:^®-^°n— ;7l« - ^-</Vffl ( 



[0034] f§A^, ^K-rii, ^w-mmtm^m\^tz.zfti^mm^^tz.mmit^ 

[0035] Aft^tUS, (a)^^/^^^^^^^^^^®^^^^^^:^:^^ 



[0036] ^jrmxi^ ^w-mm-^ri-y^n-y^mmm^mi^m-^y^) 
-fate- mm] t\ ^mmmm^<D r^TW-^j mnfe&tK *smmzmw> *r 
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mx-&z& ^m*&&\so< ^<z>x\ mM^^m^^m^xmm^^t^ 
[0037] '(D^gi^j;oT, ^w-mn-^—^mn-^^mmm^mit^-m-^ 

[0038] m-ti^&mwx^ mfaft&^n<Dm%Ljim}&&&i~rz>o 

m^m^mmi-mm, u±<v (0 ~ (iv) (Dmm&^^thn? mm^mm 
[0040] z.<Djjmx\^ *t , zfu-?*mmm\^x, ^mit^m--<^Y\ t\^mm 

[0041] m%mfc^<D^fctfo'SM&m^ ^^mm^^^t^iw-^^w^ 

[0042] rr-e, *mwxmmir%tt%&ffimm<Dmmwtf&ft % 

[0043] ^K^^r^n— ^mwm. m^m^m^tt^mMmn^m.^ m 

[0044] W7®m ra\ #<R^ mft*4t&®i t r^wj , r^^j ^ r^^Kj , r*£ 
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[0045] mKimm, mm *is^^tfftf«iis^fe 



[0046] rrct o h-7 o .^^-<^Kj tn, ttw-cD^y—-? mmtkmm n^mmm- 
[0047] ^mmK^y^^mmw^^ms^m^^tc^mn, m^mmKM^x^im 

[0048] m^^^ti^un^^(Dm^Mmcmmmm\^m.m^f'^m(Dm^ 
muxcom^^^m^^m^^mm^mM-r^b^x^^o 



m 



[0051] Km^y^^mmMRx^^y^n^mitRmm^irm^mxh^m 
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mm<Dmmx&z> 0 

[oo53] , y^svmmnu^ n^-sx^ntcmm^mt, '©fif^^s©- 

i 

[0054] rr-e, y^/^m^M^^m^m^mxh^mmit^s^ ^.w-mntmm^ 
[0055] mm\&msbLrX\^ mz.&. ^<th-^.ms K^^^/vm^-r^m 

i 

[0056] ^m^ms^mm&^mm^tdo , fc5i^^cD@g£riim.fc9i-5^u;o 
[0057] r(D#^b^s^^-i^^LT^tg$^#^^«, #m N mmm^Mir^ 
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[0059] Dfbi] 



O 



HQ 2 C 




[0060] fc<Dfmib&bs<Dmffi\^ ±mmfflz.tf!)^— j r/^&&u — ^<d^m\zt^ 

[0061] Wb2] 



o 




[0062] Ifcfc, W^b^S^LT, JJcOi^^b^flBt Wk^3#flg) Sr^i-SJig^O 
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[0063] Dfb3] 



O 



OH 



[oo64] nk(o^mi^ms(omm^ ±m%mzT;v*;vm%mir%mm i &<Dmmk-& 

[0065] 



[0066] ^kK. 7-</Vffl^»L^=3r^7^«H(Z)^(D#^M-efc§-^^KT^, Jfiflctf* 
[0067] ^(D^^KTtt, ^*£l^tt<D^(Tag) £UT$lfg$-gr3^;^t5o ^rjx.^ 



o 
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rfb— zf '^^-VZtfCD— UXfrZ^y? (Flag) (T^y^E^J: Asp- 

Tyr-Lys-Asp-Asp-Asp-Asp-Lys)^^, @ W^J^CT, Mffll - ^^ 
X^ 0 

[0068] I^iaotii, fei#:^^-e^^@Scot5H-C\ M^X^KT^— T^iai 



[0069] Jfcfc, H2H\ @+B^®_h^@^^c^L#:^^ ^^^#MtofcfB»bTV^ 

[0070] N g|2^(D^F{*, H^ieS^LTV^o r<D@fBj?ffiF^ 

[0071] #n$A^ ^^T&mmmzmm^mtett^^TttfoX'fo&o 02^3, #c 

[0072] £<9jy«^a3:, r»|E|2^te, ^(D^M^tL-rmmit-^mscD— ^ZiffiK 

[0073] ^#:#/«B^^n— ^Sp^tBSfNffl^Lfc^^^*, ^B^X^ 

[0074] X^-X^SCPte, {£5^l^^f^«LTW 5^<^~e^5;^ Hfcf*. ^ 

[0075] ^33, r. ®^n- x^SCp^ rg^^M^)® j -c^sst^-ci^ ^©^P-/ftfp 

^K^#aK»®Bi&s«fc«^Sr^— Chirrs E!H£&t)#«o 

[0076] JilELfcr^/Vffl^eLSrf^^-r^^fejcD^jg^llJfe^I^oV^T, 03^ 
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[0077] ^*5, ^r-cii, ^mik&ms<Dftmmt\sc, ±mv^2\^£ttftm&&&. 
[0078] ^-</vffl^®L«, 0ig^tt, \ ^<4>z>mm&\ K^^^xi^mxnm^ir^t 

[0079] M@fBlfi#:X_h-e\ Flag^W (?Wr) &WM^%fctb\C®imirZ>V>lJ— ( 
Linker) Y( El 3#M) ^LT^:, ^tt^#-etiflBFlag-<7 0 ^-KT§ria+@m#:X/6^§] 

[0080] >J^#— Yi:bT, 0g*.fif, WJ^/HJ^— ^£ffli-3^/^-e^3 o -^'Wl, ^nnh 

-So 

[0081] ^^KTO#;ft££j£{3\ ^^Fmoc^^flJffl-r§^^^-e^r§ o 

[0082] M^^y^te, ^ytVl/^/V^^^KCdiisopropylcarbodiimide, J^TDIC) 
W&W&MtL-Xm V v"C\ 1-tKndf-^-O-ybyTy— (1-hydroxybenzotriazole, 

fi*THOBt)#£~F\ DMFtf^?a-e#:^Fr^J0^48^Fr^J^$^o #CV^ DMF 
„ v?yany^^(dichloromethane) Xfln&irZ> 0 
[0083] ^7°^KT(D#ft{i, ^^^Fmoc^20%t°^y> ? ^ (pyperidine) CDDMFMwX 

[0084] ^^kt^, #i*.fi, Fia S -<~7^ <D&xm)&irz>m&fe, ^cor^/mm^m, 

Asp-Tyr-Lys-Asp-Asp-Asp-Asp-Lys-efc§^^ ££>^ ^(Z)-^7°^KT 
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[oo86] j&js, m3K^tstitz.mmmx*te, Fiag-^w m-^T) ©*«t, (l 

[0087] jsfeic, ^^LTl!llB$*5r^iMk^s©#A^ifej©ttMlc^«o 

[0088] ^(D^A^«, 04^£tvri^,£5^ DIC#^1^J£LTfflV^Tff5^ 

TOOK:, I^C^tt(D^^l^@, *>5V>tt_b|BLfc>fk^:3^b^4 

[0089] ^fenS^/Wffl^eL^WSIjfttt^-rS^fe IE, Flag-<:7W<D^y £V 



[0091] &i\ 06^i-flrl3JO^Itt, ^n-^fPi:Lt, $iJ»J^ffl$tb§w^7-f 

1 

[0092] £<£>>ffr^HfcP (D^^/V^drv-/^^, ^/W»fCL<D^i$T^/^, N, N- 

i 

^f";^;VA7^K (N,N-dimethyl formaide, DMF) N *fcttDMF-^on^y( 
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dichloromethane) 9 : 1 tp , DlC&t^HOBt-e, ^U, 24~48B#KI,KJS£i2r, ffflET 

[0093] #:vve, @^Bfef*x(hy^/vy^— ^fflv^fc^)^^(D-goif^Fiag-<^Kfi5^ 

^y vVglS<£>M^te, l%TFA/v^£m^^ (dichloromethane) ^r^V^Tft 
5o Flag^:^KIft#<^T<DT^/^<DJi£^^f3\ TFA/H20=9: KD^fr-C^f 5 



fflV\ v^tK^dr^^W^K (N-hydroxysuccinimide)^L-C, H7i^-^-P "C^£ 

2 

24~48R#^JS£«^-J;»9fT5o 
[0095] H8^i-#!J^ T5y^^i^^^a^eT-fe^/Kbromoacetyl)^$tb7bi£^^-(D 

^^HSHM^ffP ^ ^-<-i?-e^^^^S(D-^^^^^(Cystein)^ 

3 

^fltdmj^(Dy^;vm^)'R{^^c)t^:, r-y^/VT^(trietylamine, Et N) -D 

3 

mfcp^ ^m-c* 24~48B#r^^Si-§r^^j:«9^^y^i-§^ife-efe§ 0 
[0096] ^*3 S itfffE^n^-T-fc^/WfcteU ^PP^y-t°!J^ (dichloromethane - 

pyridine) fp\ ^b^n^Tir^/V (bromoacetyl cloride)l?M3§H~5^<H;iJ;o-£\ ^ 

[0097] ik&f&XDik^fc^^^Wi&tt^ ^ttSTv'tV^Cadipic acid, HO C(CH 

2 2 

) CO H)^fcVy>^(pimelic acid, HO C(CH ) CO \&£}*&M8£k\Z.tfe J &'^ 7^oT 

4 2 2 2 5 2 
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[0099] < *kft®n<nffi&jjW; > 

[oioo] ®9^{*, *mMfc&%r^ifcmw<DMUjfW:i<DJM'7v-- mfimm^&tix 
^#Mi^«t$H-3^#A^^ @^k$^b-cv m9<D (i) «o 0 

[oioi] mz., y^/vmSLt^vi— y*mWPbfrhmf&£tifcM&fo(Wib, ^5^Hh) 

^«#LT^K (H9(D (II) o 
[0102] ^LT, @*g^BF^@;^b£;ixTVV5^ftA^ ItflE^^S^^CSrfflf^i- 
S^T^KT^ 0^s:^ffl^jlff$^(lll9(D(lIl)#m)o W-h^Wit^fT^ 

A£, ^ii-r§(iiiio#m)o 

[0104] ^.(Dmm^mi-i, mmmmFmm^^^T^tv^i^mmi&ma'r^tKx 
[0105] ^*d, ^#b^Eiio^«, «j»$nfc»^^KT^gm$n-c, mt-m 

[0106] fi?il$iirf^#:^««^ft:C^@ffi^ffiF^^[lIit3lLT, ^f««^#: 

[0107] <mm\Hizftteir%^w:mn(mmft^fcmK)<Dm^m> 

[0108] , ^{b^s^, tmmih^siz^^n. ^^w-A^mmmm^i 
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[0109] ^.(D^Mzxoxmhti^^mMH^BM^mAir^o Mc^ma^ 

ii|fB^9^)WH^3l^^MWflS(150mM NaCl Tris 50mM pH7. 4^) \CM 

[oho] mim, ft^M-e^-rmj&ftK, ^^mn^mx^m^m^m-^fi 

[Oil 1] ^-^yoWH&WM^M^M^ ^Wf&fe. v^^/WVVsJ^K (dimethyl sulfoxide, D 

mso) Kmm^KM, mm<Dmmwte¥x^t%iu HEK293^ai^(thKtt^ 
[oii2] tfrtBi#M^[i:s»b-ct. ^^^wmmmMm^^^th^^m^. 

Polyfect Transfection Reagent (QiagenM) ^£rfflV >T, ^^ICH^r, 

itm&mmMftxmn m«\ ^©pMBi&MftT, #^<d^ 

[0115] #!J;Ui\ ^<D^#:4M1il^£C^ ^®p^^$n-CV^^^#)®L 

v ^^(D r^tt^j taot, «Mi*i^fiijffil-3r tt^x^ (mikd (m 

)M0o 

[0116] ttffi^&cD— #|«, #C<Dil«9T&3 0 £1\ ^/WB^ffL^^/k^fc^n— 

(f#l;U3\ 20mM HEPES,pH7. 5,150mM NaCl,50mM NaF.lmM Na3V04, 
lmMPMSF,l%TritonX100) &m^^XnJ^kir% 0 ~<D ~HSf&4k/^y7T~- &M?L 

tz.<Dibm^M^m^m , m^m^m^u mm^(55, oootm^, 4°c, 20^)1-3 

o 
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[0117] gcv^c, mnmmFi^frmfe&tix^^tfifcAk, wtt&&#m'g&8&ftc&mj& 

[0118] MfLtt. I^©liMttlf(±») Wfc&TSSW&m&ft&mz. 

[0119] BijfB^^Wm^C^O^ajiSrt^^WB^^Wb, 

[0120] m«\ ffrfB^#m<^-X£jg^(i, 0000^, 4°C, i^)LT^feprm^^^ 
tfx%% 0 

[0121] m^mm^^MB^^^mxh^m^MKtm'r^ mmm^-w 

m^mmgtm. mffiit Pi29~pi42) Kx^xm^ir^t^x^^ 0 
t£mmfe£tT<Dm<9x&z> 0 

[0122] ;irf , dHIXbfciT-^/^, ^*HJ^ffl^^^T— (lOOmM Tris.p 

H8. 8){z.mm-r^ 0 m^., m^r^/^kuw^mm^r^mmx^vv^^i 

[0123] rtUU;f9, ^*^Wl;b(mil;b)^i/ / iood^l/50^^j:5(-yv ? /^^K^ 

m®mmm&n%z.t&x%z> 0 

[0124] ^*m{b-$t^fc^ 0 ^•Kifit^«*»fflv^-r, ^-^-^i^fb^MT5/B£ 
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[0125] ffjfB^— *r*, K^M^htv^^^W^— ^*>5rs 

wissProtJ ^hTKV^: 

ftp.ebi.ac.uk/pub/databases/sp_tr_nrdb/fasta/sprot.fas.Z) <^^St:r 1 — ^>/< — ^~Cfc 
§ TNCBI Ref SeqJ (-f ^hTK^ : 

ftp.ncbi.nih.gov/refseq/H_sapiens/mRNA_Prot/hs.faa.gz) ^Srftffi^S-lt^^^S 

o 

1 

[0126] <dr^b^^^^M1-^^»!j> 

[0127] @fl}fiffc(Solid-support) tVXWf VV-3£^©^Lfc7> (Mimotopes|±i^)^ 
fflLfco Z.(D9>^>10^, m^^^<D^4TMzAtl. lOmlCOg^^nUK:^ 

: i)-ei2B#r^^abfc 0 SJ^fL ^f;V7*;W?K (^TTdmfj) 

[0128] Jfcfc, Fmoc-Lys (N-Boc)-OH (Calbiochem|±) 469 mg (0.1 M) ^DP^y 

(N,N-diisopropylethylamine, J^T rDIEAj)0.44 ml (0.25 M)#?_T"C12Nf^SJ^$ 

[0129] T^y^^^cDFmoci^^^^l^il^-frSf'fe^ 20%t°^<Jv ? ^(DMF^m)10ml-e30 
#P«SUh 0 HJ^fL DMF-e5^-^, 3®$fci#>-U ^ib^v^ny^-es^f^ 30 
$fc#-Lfc 0 -?r<D^ Fmoc-Asp (0-t-Bu)-OH (Calbiochem|±) 411 mg (0.1 M) ^DMF 
(10 ml)t^§fi?U 0.19 ml (0.12 M)^ytVP#/l^V^K(diisopropylcarbodiimide 
, £*TrDICj):j3«J;TJ*162 mg (0.12 KOl-fcKn^^^O/MJT^— /W( 
1-hydroxybenzotriazole, ^Tl"HOBtj)^ffiV>-C12B#^HJ^$-frS_^^J:o-C9^y 
^$f-^Uc 0 Fmoc-Asp (OH;-Bu)-OH^^£3|H|»^Ui^Ufc 

o 

[0130] #CU^ Fmoc-Lys (N-Boc)-OH (Calbiochem|±) 469 mg (0.1 M) ^DMF (10 ml) K 
?g#¥U 0.19ml(0.12 M)DlC&.m62 mg (0.12 M)HOBt^^T12II#P^,Kj££i3:£~ 
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Fmoc-Tyr(0-t-Bu)-OH(Calbiochem|±) 460 mg (0.1 M) ^DMF (10 ml)^?§fi?U 
0.19 ml (0.12 M)DIC,&m62 mg (0.12 M)HOBt£fflV^12B#P^KJ^$^ ; 5-^-J: , 9 

[0131] Flag-<^K»^HaX-eS>§Asp(T^-?^^fV^) «ffi£|W|$|<D^fe^J;«9^ 



^K©«^Srig 1 2 ^i~ 0 

[0132] Jfcfc, ^cDFlag^^^Kt-^ ^^^5(DT/V^r/V^ (Fmoc-NH-(CH ) -COOH), 

2 4 

?{f #|12(DT/l^/V#l(Fmoc-NH-(CH ) -COOH), ^U^^CDv^^-Z^^-TV^ 



2 11 



aSjjg-^Utotfy^— (Fmoc-NH-CH CH -(O-CH CH ) -COOH) 



2 6 



[0133] ^^i^T/V^r/VS^-^, BftfEFlagteLfc^^l^^MV^T, 1 ml(D 
DMF/DCM (9: l)8^fcjKN^J£b"C52 mgOPyBoc (0.1 M) £rfflV\ 4 mg<£> 
Fmoc-NH-(CH ) -COOH, *3j;tJ ? 34.8 ml(DDIEA#i4T, 120#F^S^^Tofc o M 

2 4 

43.8 mg(DFmoc-NH-(CH ) -COOH^Hl^T, &M$kl2(DT/V3c/V$ij$ 

2 11 

flf -^UfcFlagr^/^K^ 57.6 mg(Z)Fmoc-NH-CH CH -(O-CH CH ) -COOH^rffi 



[0134] 



V N-OKU^— ^/Vi^^-^UcFlag^^K 



2 



2 6 



aiw. 



:i-^o — $I£LT, js-603A-ii:#^Lfc^:(D>fb^5^^i-rw^-/-rHV-fe 



[0135] Mfc5] 




COOH 



[0136] MSE<D^*3«9|^Ml-7bFlag-^^— IhfbUfc^^l^S^SrJHV^-C, 11.2mg<£> 
JS-603A-1^190 ml<DDMF^$^§?U 3 mg(DHOBt£3.6 m lCODIC^fflV^T 



JS-603A-l^|i^$-ii:7i o l%TFA(DCM^)^fflV^T@^@&#:^^^gt$-4i:, #Cl 
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it^m^mwr^t^x^tz. 0 
[0137] <^9fc^(D^mv£&7jki-ti#)<DmiMM> 

[0138] (Dzfci 2 x &&mK&Z** , ?1\&m&. &M<Dl'^M}*&&toTz*~XhbVX<D 

[0139] ^^©^im* ^nm^muHL-mmmK^n^itm^i^m^mn^ 

fTofdo jWHStt, RPMI1640i$±fe (10%FBS+#l£4&®) Srfflv^iU H£lJtei#ffi 

-e#fRfL SH-aS^i%^SJ:5^»b, co 3~io e Hi# 

2 

—y-^m-t^^ik&m doo^ m, 3 0 ptosis mm-m^^m^mm^ 
[oui] (2)^:^, *mmz.m%^94k&m&m^x, m&?^?n<vmfe&*jmx& 

[0142] HEK293|0Jja^l.OX 10 5 cells/ml(D^iiS^§j:5^l^^b, lOcmv^-r— U\C10 ml 
^6~12nmoli)P^, ll^ll^/W-}f #Ufc 0 ^(D_h?f ^Flag^^T^f 

[0143] st^a-si^ ±m%m\m£;u mwmmmm^x.ximmmmmmx^^m 
w~rz>o m^mu m^m^Mm^. 0.5 m g /mi Fi ag ^^mm^m^^x, 
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(SDS-PAGE) #«-feffl^r^h^V>-C^^/^^®/^^K^BTia^b, Uhtllt^ 
[0144] ^-CffiV^c^lS^Itt, T/^/V^C5*3j;t^C12^^— ^(dW-f-S^ 



mxh% 0 ^6^^^^®^I^^M*^EIl5(HB^ffl«) 



o 



[0145] r<D|l|15(^$^tfcM^^^^J:5^^ Flag^^b^^fflV V_.^-_K ft 
[0146] ^7^^i^^b/c60kDa(D/^^K^/VJ;«993«9mb, 4^<D^^®___tr( 

aaa^w, it&flWi&li, Pi29~pi42) ^io-c^y-rKS^fr-e^-^^r 

[0147] SU0fflUfc.//W::, ^iHJtSffi^y7r- (lOOmM Tris,pH8. 8)^»L 

y^-if^px.37 o c-ei2R#r H ^^^, mikVo&&tco -tut, ^©i^*^ 

[0148] jfc*3, f"<— K^w^nrv *-efcs rs 

wissProtJ {^Z—^yYT^^: 

ftp.ebi.ac.uk/pub/databases/sp_tr_nrdb/fasta/sprot.fas.Z) bW-WtT — ^^<- — s*>~C$b 
§TNCBI RefSeqJ (^T^— ^hTKl/^: 

ftp.ncbi.nih.gov/refseq/H_sapiens/mRNA_Prot/hs.faa.gz) ^'(S.ffi \jfc 0 
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[0149] ^mm\t, zfv— 7mEtfaKftmutm&&ii&mKW9i. m&vzzw, m 

[0150] [0 t#57^ffi*f (L) RXtt^QlM (H) <D— HJfe^tltD^^U?^ 
[03]@tBm#:(X) fJiy^— (Y) ^bT^LT^Flag^^K^^^, U^gS 

£ (Lys) ds— o#ip^tA$tbfe«^Sr^-t- m-efc5o 

[04] HtBifift: (X) K^UfcFlag-^^K (T) KWttM fra^ft (S) St^A^TS— IS 

[g|6]^n— (P) fc^/^ffl^W (L) (^r^7t)lH©ftS*- 

[|E|7]|II^-&(Df|Jl(D0ig^ll»!j^-rE|-e^o 
[H8]|^^(D$^^#,(D03g^||ife^I^-r0-C^ o 

[EI11]«(M) 1*1^ 7-</W»fC(L) ^n- ^»(P)<7)1S^#:^Ab7^<9, 
<fc><5 0 
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[0151] A tfiVf 

F Hfg^B 

H ^7«lf (^^f K^n-^lff ©if if Mfr) 

L, Lc y^/vmtfow 

m ms& 

P(P , P , P )zfn— zfUfoW 

12 3 

s mmik&m 

x 
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[2] mmzfv—zf®m&, ^^xn^^wu^-^nxh^t^mti-^ 

[6] tfriB^r«s>fb^^^-^^bT«iiiL, mm^^h~tmfc%i&&<D*y (Tag 
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[in ^f*^«y^i^i^^ 



A 

n 



(a) mmy^vmm^^fit^m^mm^-y^mmb, ti&v—zrmmtm 

mm * ^^K^as^ffl ^it^^^inio 
[12] nk<D (a) ~ ( c ) (D^m^pf^thm^t^Wih^h^w-mw^mwmjL^/ 



(b) mm i5^tz.^w.mm&w-?t^\®Jtz>m\ 
[i3] (o ~ (iv) <Dm\m'j>t£<bhft?^ b&w&ti-%mjfaft^i*mn<Dmujjm 



(ii) y^v^fzMM(D^xi^m%^WmH [^iAtsm 

(iii) ffffE:/n-:/^ff^«F^^^ 

[14] tfrfB«rt^#:^»», ?i/;<?m. <<zf<?K mm. m. mm. avwe-^vvr 
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o 

1 1 Kmm^tL^m^m v ^xm$i-t%jfm 0 

[17] «^iI13fBic(7)^^J:oTIlIi|5l$^fcmrt^ft:^«Sr, ^<^f«3gl2 

\zmM£nttfe&m^xm&Mffixte/&T$mmirz>jfm 0 

[18] f»^iI14fB«(D^^J;oT[HllR$ixfcmrt^f*^K^, ^<^ft5j<iI12 
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OtBu 



NHBOC 



] 



NHBqC 

I 



Y 

NHBoc ^ 



Fmoc — Lys- Asp -Tyr- Ly s - Asp- Asp - Asp - As p - Lys - |-Linker{ 



L 



C0 2 tBu 



X 



C0 2 tBu C0 2 tBu 
CQ 2 tBu COgtBu | 



[04] 



X 



o 



H 2 N 





07 n ^OH 



+ H 2 N 



Flag 




X 



diisopropylcarbodiimide (DIC) 
1-hydroxybenzotriazole (HOBt) 

DMF , rt, 24h - 48h 



O 



H 2 N 




N 

H 



Flag 
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HQ 2 C 




O 



[06] 



Pi 




diisopropylcarbodiimide (DIC) 
1 - hydroxy benzotriazole (HOBt) 



DMF 




Pi (75H$^) 
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diisopropyicarbodiimide (DIG) 
/V^hydroxysuccinimode 



DMF 

rt, 24h - 48h 




1 , " , ' 



P 2 L 



[08] 




P 3 Lc 
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[012] 

OtBu 

| NHBoc 
I 



NHBoc 



Fmoc — Asp-Tyr-Lys-Asp-Asp-Asp-Asp-Lys — Trityl — 



C0 2 tBu 



C0 2 tiu C0 2 tiu 

CCMBu C0 2 tBu 



Flag 
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[014] 
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(CH 2 ) 4 CONH-Flag 




(CH 2 )nCONH-Flag 



(OCH z CH 3 ) 6 CONH-Flag 




>hp— jut? 



^J^ffc^ttiSftH* (100 uM, 3 0 Rfl) 



[015] 



Biotira^MMt^ 



kD 
200 
116 

66 

42 
30 



kD 

150 

100 

75 

50 
37 



f» 25 



kD 

200 

116 
66 

42 

30 




kD 



150 

100 

75 



50 
37 



HI 25 



17 



17 



C5 C12 



C5 C12 



